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. Construct of the BEVL-BiFC vectors. Figure S2 . Confocal imaging the subcellular localization of CFP-RBD (a), EGFP-K-Ras (b) and EGFP-K-Ras C185S (c) in COS-7 cells. 
Supplemental Methods

S2.1. Construct of the Vectors
Plasmid EGFR-mCerulean was constructed by cloning EGFR into pmCerulean-C1; Grb2-EYFP was constructed by insert Grb2 into pEYFP-C1. All plasmid constructs were verified by sequencing. Plasmid concentrations were determined with a biophotometer (Eppendorf, Germany).
PCR primers used in this paper are list as follows:
primer Sequence 
S2.2. Cells and Cells Transfection and Observation
For EGFR-mCerulean transfection, COS-7 cells were maintained in Dulbecco's modified Eagle's medium (DMEM) supplemented with 10% fetal bovine serum (FBS) at 37 °C in a humidified atmosphere containing 5% CO 2 . 24 h before transfection, cells were seeded on 35-mm-diameter coverglass bottom dishes (MatTek Corporation, Ashland, MA) and grown to 80%-90% confluence. Cells were serum-starved for 4 hours until transfection. 100 ng each plasmids of EGFR-mCerulean and Grb2-YFP were transfected into cells used Lipofectamine TM 2000 (Invitrogen) according to the manufacturer's protocol. Cells cotransfected with EGFR-mCerulean and Grb2-YFP were cultured in DMEM without serum for 16 h after transfection. 100 ng/mL final concentration of EGF was added to cells before imaging.
